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Matrix metalloproteinase-12 is an 
essential mediator of acute and 
chronic arterial stiffening
Shu-Lin Liu1, Yong Ho Bae1, Christopher Yu1, James Monslow2, Elizabeth A. Hawthorne1, 
Paola Castagnino1, Emanuela Branchetti3, Giovanni Ferrari3, Scott M. Damrauer3, 
Ellen Puré2 & Richard K. Assoian1

Arterial stiffening is a hallmark of aging and risk factor for cardiovascular disease, yet its regulation 
is poorly understood. Here we use mouse modeling to show that matrix metalloproteinase-12 
(MMP12), a potent elastase, is essential for acute and chronic arterial stiffening. MMP12 was induced 
in arterial smooth muscle cells (SMCs) after acute vascular injury. As determined by genome-wide 
analysis, the magnitude of its gene induction exceeded that of all other MMPs as well as those of 
the fibrillar collagens and lysyl oxidases, other common regulators of tissue stiffness. A preferential 
induction of SMC MMP12, without comparable effect on collagen abundance or structure, was 
also seen during chronic arterial stiffening with age. In both settings, deletion of MMP12 reduced 
elastin degradation and blocked arterial stiffening as assessed by atomic force microscopy and 
immunostaining for stiffness-regulated molecular markers. Isolated MMP12-null SMCs sense 
extracellular stiffness normally, indicating that MMP12 causes arterial stiffening by remodeling the 
SMC microenvironment rather than affecting the mechanoresponsiveness of the cells themselves. In 
human aortic samples, MMP12 levels strongly correlate with markers of SMC stiffness. We conclude 
that MMP12 causes arterial stiffening in mice and suggest that it functions similarly in humans.

The biomechanical properties of arteries and their extracellular matrix (ECM) play a critical role in car-
diovascular disease (CVD). Arteries stiffen with age, and arterial stiffening is a cholesterol-independent 
risk factor for CVD1–6. Arterial stiffening increases endothelial permeability7, macrophage adhesion8, 
smooth muscle proliferation9,10, and vessel remodeling11. Thus, therapies that could limit arterial stiff-
ening would be highly valued and likely complementary to existing pharmacological interventions that 
treat CVD by lowering blood cholesterol. However, development of these new therapies requires cur-
rently lacking knowledge about the dynamic regulators of arterial stiffness.

Arterial stiffness is determined by changes in vascular tone and the composition of the arterial 
extracellular matrix (ECM). Vascular tone is largely controlled by endothelial-derived nitric oxide and 
PGI2, which regulate contractility of differentiated SMCs in a paracrine manner12. However, differenti-
ated SMCs modulate to a dedifferentiated state in CVD13,14. These dedifferentiated cells show reduced 
expression of differentiation-specific contractile proteins such as smooth muscle-α  actin (SMA) and 
smooth muscle myosin heavy chain but increase their production of ECM components that remodel the 
arterial ECM. Remodeling of the arterial ECM can lead to arterial stiffening, which is thought to reflect 
changes in the synthesis of ECM proteins as well as degradation of the ECM by matrix metalloprotein-
ases (MMPs)11,15,16. Here, we show that acute and chronic arterial stiffening in mice is accompanied by a 
striking induction of MMP12, a potent elastase, in vascular SMCs. We also show that MMP12 is essential 
for arterial stiffening in mice and is a highly prognostic marker of arterial stiffness in humans.
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Results
Smooth muscle MMP12 and acute arterial stiffening in the response to vascular injury.  We 
previously showed that arterial stiffness is increased acutely, ~5–10 fold, during the response to femo-
ral artery injury in C57BL/6 mice9, and we performed a genome-wide differential expression analysis 
of these injury sites8,17. We examined this data set for the differential expression of ECM and ECM-
modifying mRNAs in an effort to identify a dynamic upstream inducer of arterial stiffening amongst 
the many gene products that have the potential to remodel the ECM (Table S1). We found a striking 
induction of MMP12 mRNA in injured vs. uninjured arteries, and this induction exceeded the differen-
tial gene expression of other MMPs (Fig. 1A), including MMP2 and MMP9, which have been implicated 
in tissue stiffening18. The preferential increase in MMP12 mRNA was confirmed by RT-qPCR (Fig. S1A).

To test the importance of MMP12 in this model of acute arterial stiffening, we compared the response 
to wire injury in femoral arteries of wild-type and MMP12-null mice. As determined by atomic force 
microscopy (AFM), basal arterial stiffness was similar in wild-type and MMP12-null mice, but the 
increase in arterial stiffness seen after injury in wild-type mice was absent in the MMP12-null mice 
(Fig. 1B). A stiff ECM is required for SMC cell cycling9,10, so the reduced stiffness of MMP12-null injury 
sites suggested that the proliferative response to injury might be attenuated in MMP12-null mice. Indeed, 
we found that cyclin D1 levels (Fig. 1C,D), Ki67 staining (Fig. S2A-B), and luminal stenosis (Fig. S2C-D) 
were all reduced in the injured arteries of MMP12-null mice. Thus, MMP12 promotes arterial stiffening 
and the SMC injury response.

MMP12 is a canonical elastase19,20. Elastin supports arterial recoil and cooperates with fibrillar col-
lagens to regulate arterial stiffness21,22. Thus, the coincidence between increased MMP12 and arterial 
stiffness suggested that MMP12 might result in arterial stiffening by degrading elastin. We therefore 
examined in situ elastase activity and endogenous elastin fragmentation in wild-type and MMP12-null 
arteries after injury. Elastase activity (Fig. 1E,F) and endogenous elastin fragmentation (Fig. 1G,H) were 
reduced 45–65%, respectively, in injured arteries of MMP12-null mice as compared to injured wild-type 
controls. We note that MMP3, cathespin S (Ctss), and neutrophil elastase (Elane) can also degrade elastin 
and that the mRNAs for these enzymes were somewhat induced after vascular injury, though well below 
the level of induction seen for MMP12 mRNA (Fig. 1A, Table S1, and Fig. S1B). These results, coupled 
with the relatively low amount of residual elastase activity and elastin fragmentation in the injured arter-
ies of MMP12-null mice (Fig. 1E–H), lead us to conclude that MMP12 is a major elastase in this model 
of acute arterial stiffening.

Tissue stiffening is canonically viewed as a consequence of an increase in the levels of crosslinked 
fibrillar collagens8,23,24. However, the differential expression of the mRNAs for collagens and lysyl oxi-
dases was much less dramatic than that of MMP12, as was the differential expression of elastin, fibrillin, 
and fibulin mRNAs (Table S1). Additionally, neointimal collagen-I abundance (determined by immu-
nofluorescence microscopy) and collagen structure (determined by second harmonic generation, SHG, 
two-photon microscopy) were similar in the media and neointimas of injured arteries of wild-type and 
MMP12-null mice (Fig. S2E). These data are consistent with a model in which a change in the abundance 
of intact elastin rather than fibrillar collagen mediates arterial stiffening after injury. They also indicate 
that the stiffness-regulatory effect of MMP12 is independent of its ability to activate collagenases such 
as MMP225.

MMP12 was identified in macrophages19,20, and macrophages can be found during the early inflam-
matory stage of the response to vascular injury26,27. However, the appearance of macrophages at the 
injury site is transient, and we did not detect macrophages (as determined by anti-CD68 immunostain-
ing) in the 14-day injured arteries that strongly expressed MMP12 (Fig. S3A). Two reports indicate that 
MMP12 is expressed in vascular SMCs28,29. We did not detect MMP12 in the SMC-rich medial layer of 
uninjured arteries, but MMP12 staining was associated with weak SMA staining in both the media and 
neointima of wild-type femoral arteries 14 days after fine-wire injury (Fig. 1I).

The inverse relationship between MMP12 and SMA staining suggested that MMP12 was being 
expressed by dedifferentiated SMCs. Indeed, we found that differentiated vascular SMCs in culture 
strongly expressed SMA but did not express MMP12 mRNA (Fig. 1J) or protein (Fig. S3B) either basally 
or after mitogenic stimulation with PDGF. In contrast, dedifferentiated SMCs weakly expressed SMA 
but strongly expressed MMP12 in response to PDGF (Fig.  1J and S3B). Others have shown that the 
MMP12 promoter is activated by the binding of the transcription factor, AP129. Consistent with this 
result, a selective AP1 inhibitor blocked PDGF-dependent MMP12 mRNA induction in SMCs (Fig. S4). 
We conclude that a mitogen-sensitive induction of MMP12 in dedifferentiated vascular SMCs leads to 
high level MMP12 expression during the response to vascular injury.

Smooth muscle MMP12 and chronic arterial stiffening with age.  Arteries stiffen chronically 
with age30 and remodeling of the arterial ECM by SMCs plays a major role in this process because SMCs 
are the most abundant arterial cell type. We analyzed the mRNA and protein expression levels of MMP12 
in 2, 6, and 12 month-old wild-type mice by RT-qPCR and immunofluorescent staining. The results 
showed an age-dependent induction of MMP12 occurring at 12 months (Fig.  2A,B). This increased 
expression of MMP12 was associated with a decreased expression of SMA (Fig. 2B). Macrophages were 
not detected in these aged arteries (Fig. S5A).
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Figure 1.  Preferential induction of MMP12 is causal for arterial stiffening after vascular injury. Male 
wild-type and MMP12-null mice were subjected to femoral artery injury. (A) Differential expression 
of MMP mRNAs after femoral artery injury in 4–5 month old wild-type mice. (B) Uninjured (n =  6) 
and injured (n =  4) femoral arteries from wild-type and MMP12-null mice were isolated, cleaned, and 
immediately analyzed by AFM. The bar graph shows mean +  SE. (C) Cyclin D1 staining of uninjured and 
injured femoral artery sections. Dashed lines show the internal elastic lamina (IEL) and external elastic 
laminae (EEL). M; media. NI; neointima. Scale bar =  50 μ m. (D) Blind quantification of results in C from 
wild-type (n =  10) and MMP12-null (n =  8) mice. Statistical significance was determined by chi-square test. 
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The kinetics of MMP12 mRNA and protein induction (Fig. 2A,B) agreed well with the time course of 
arterial stiffening (Fig. 2C) in wild-type arteries. Moreover, deletion of MMP12 attenuated age-dependent 
arterial stiffness (Fig. 2C) and elastase activity (Fig. 2D,E). These results indicate that MMP12 is a major 
elastase regulating chronic arterial stiffening. As with the response to injury, collagen-I levels (Fig. S5B) 
and structure (Fig. S5C) were similar in the aged arteries of wild-type and MMP12-null mice. In addition 
to demonstrating the essential role for MMP12 in a model of chronic arterial stiffening, the minimal 
arterial stiffening seen in 12-month old MMP12-null arteries indicates that the acutely reduced stiffening 
we observe in injured arteries of MMP12-null mice (refer to Fig.  1) is not merely a secondary conse-
quence of their reduced response to injury.

Mechanosensitivity of wild-type and MMP12-null smooth muscle cells.  Our in vivo results 
above support a model in which MMP12 induction in SMCs leads to ECM remodeling and arterial 
stiffening, but they do not determine if MMP12 induction is also the consequence of a stiffened ECM. 
To address this issue, we cultured primary mouse and human aortic SMCs on ECM-coated acrylamide 
hydrogels set to the stiffness of healthy (2–4 kPa) or injured (20–25 kPa) arteries9. MMP12 levels were not 
increased when wild-type SMCs were cultured on the high- rather than low-stiffness hydrogels (Fig. 3A), 
indicating that increased MMP12 gene expression is a cause and not a consequence of ECM stiffening.

We also used these deformable substrata to compare the intrinsic mechanoresponisiveness of wild-type 
and MMP12-null SMCs. The isolated wild-type and MMP12-null cells responded similarly to changes in 
ECM stiffness as judged by increases in intracellular stiffness (Fig. 3B), the formation actin stress fibers 
and focal adhesion proteins paxillin and FAKpY397 (Fig. 3C), and cell proliferation (Fig. 3D). Additionally, 
we could show that stiffness-dependent changes in the level of FAKpY397 are directly proportional to 
changes in cellular stiffness as determined by AFM (Fig. S6). Thus, these results show that wild-type and 
MMP12-null cells similarly sense and respond to changes in ECM stiffness despite the striking differ-
ences in the stiffness of the wild-type and MMP12-null arteries. Our interpretation of these results is that 
the stimulatory effect of MMP12 on arterial stiffness in vivo reflects the effect of MMP12 remodeling of 
the local SMC ECM rather than a change in the mechanoresponsiveness of the SMCs themselves.

MMP12 is causal for SMC stiffening in mice and predicts SMC stiffness in humans.  ECM stiff-
ness is transduced into intracellular stiffness through a signaling pathway involving the phosphorylation 
of FAK at Y397 and the adaptor protein p130Cas at Y41010,31,32. We therefore compared the abundance of 
FAKpY397 and p130CaspY410 in the injured femoral arteries of wild-type and MMP12-null mice as molec-
ular measures of arterial stiffness to complement the data we obtained by AFM. Consistent with our 
AFM results, the levels of these molecular stiffness sensors were reduced in paraffin sections of injured 
(soft) arteries of MMP12-null mice as compared to injured (stiff) wild-type controls (Fig. 4A–D). Thus, 
MMP12-dependent alterations in ECM can be detected as altered SMC stiffness.

Since the molecular analysis of stiffness by FAKpY397 and p130CaspY410 immunostaining is compati-
ble with the analysis of archival tissues, we used FAKpY397 and p130CaspY410 abundance to determine if 
MMP12 expression could predict intracellular stiffness in humans. Indeed, immunostaining of paraffin 
sections of human ascending aortas showed that MMP12 staining was associated with SMA staining 
(Fig. S7A). Leukocytes were not detected as assessed by staining for CD45 or CD68 (Fig. S7B). Adjacent 
sections were then immunostained for FAKpY397 or p130CaspY410. MMP12 levels strongly correlated with 
intracellular stiffness as judged by FAKpY397 or p130CaspY410 staining, with correlation coefficients ≥ 0.8 
(Fig.  4E–G). Note that ECM stiffening increases the levels of phospho-FAK and phospho-Cas, but the 
levels of total FAK and p130Cas protein are not strongly stiffness sensitive10. Consistent with these results, 
we did not see a strong correlation between the expression of MMP12 and either total FAK or total 
p130Cas in injured mouse femoral arteries (Fig. S8A-D) or human aortas (Fig. S8E-G). Collectively, these 
results show that the level of MMP12 predicts the degree to which human arterial SMCs have stiffened.

(E) In situ elastase activity of cross sections of uninjured and injured femoral arteries. Scale bar =  50 μ m.  
(F) Quantification of results in panel E from wild-type (n =  7) and MMP12-null (n =  5) mice. The bar 
graph shows mean +  SE. (G) Elastin fragmentation in the IEL was detected by autofluorescence imaging 
(green). Scale bar =  25 μ m. Nuclei (blue) were stained with DAPI. (H) Quantification of results in panel G 
from wild-type (n =  10) and MMP12-null (n =  8) mice. The bar graph shows mean +  SE. (I) Cross sections 
of uninjured and injured femoral arteries of wild-type mice immunostained for MMP12 (red) and SMCs 
(anti-SMA, green) (n =  8). Nuclei (blue) were stained with DAPI. Dashed lines show the IEL and EEL as 
determined by autofluorescence. (J) Differentiated and de-differentiated SMCs were serum-starved and 
incubated with 1 mg/ml heat-inactivated, fatty acid-free BSA in the absence (control) or presence of PDGF 
for 24 h. MMP12 mRNA levels were determined by RT-qPCR and plotted relative to 18S rRNA. The bar 
graph shows mean +  SD; n =  4. The levels of MMP12 mRNA in the absence of PDGF was set to 1.0. All p 
values are from two-tailed Mann-Whitney tests.
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Discussion
Tissue stiffness is thought to reflect the combined effects of fibrillar collagens and elastin21. We previously 
reported that an increased abundance of crosslinked fibrillar collagen-I contributes to the increased 
arterial stiffness seen in mice lacking apolipoprotein E8. However, arterial stiffening also occurs in the 
presence of apoE, suggesting that there must be a more global regulator of arterial stiffness. Using both 
mechanical and molecular measures of arterial stiffness, the experiments described here indicate that this 
global regulator is MMP12. Although the regulation of MMP activity can be controlled transcriptionally, 
translationally and post-translationally, changes in the levels of MMP12 protein and enzymatic activity 
that we measured during both acute and chronic arterial stiffening always agreed with the changes in 
MMP12 mRNA.
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Figure 2.  MMP12 mediates age-dependent arterial stiffening. Aortas were isolated from male wild-type 
and MMP12-null mice of different ages. (A) The samples were analyzed by real-time qPCR. Results show 
mean +  SD; n =  2 with each independent experiment representing a pool of 4 aortas. The levels of each 
mRNA in the 2-month arteries were set to 1.0. (B) Cross sections of aortic roots from 2 (n =  7), 6 (n =  8) 
and 12 (n =  8) month-old male wild-type mice were stained for SMA (green) and MMP12 (red). Scale 
bar =  50 μ m. (C) AFM of aortas from 2–18 month-old wild-type (n =  4) and MMP12-null (n =  4) mice. 
The bar graph shows mean +  SE. (D) In situ elastase activity in cross sections of aortic roots from 6 and 
12 month-old wild-type and MMP12-null mice. Scale bar =  50 μ m. (E) Quantification of results in panel D 
from wild-type (n =  6) and MMP12-null (n =  8) mice. The bar graph shows mean +  SE. All  
p values are from two-tailed Mann-Whitney tests.
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As MMP12 is a canonical elastase, our results suggest that both acute and chronic arterial stiffening 
can be guided, not only by an increase in fibrillar collagen, but by a decrease in the abundance of intact 
elastin. Nevertheless, we cannot formally exclude the possibility of MMP12 regulating arterial stiffness 
through other, elastin-independent, mechanisms33,34 because the elastin-null mouse is a perinatal lethal35 
and the use of a conditionally-expressed floxed ELN allele is confounded by the restriction of elastin gene 
expression to embryonic and perinatal life21,36. Elastin fragmentation may also have an indirect effect on 
arterial stiffness through the generation of bioactive fragments37. It is notable, however, that neonatal 
ELN-null mice have stiff arteries and die of SMC hyperplasia35,38, arterial phenotypes completely consist-
ent with the reduced stiffness and SMC hyperplasia we see in MMP12-null arteries where elastin deg-
radation is strongly reduced. We did observe a relatively small and delayed increase in arterial stiffness 
in MMP12-null arteries at 12–18 months. This delay in stiffening may reflect the action of alternative 
elastases or a more complex remodeling of the aged ECM and is a matter for future study.

A limitation of this study is that our mechanical measurements of arterial stiffness were determined 
ex vivo by AFM. The AFM indented into the intimal cells, but several studies including those shown here 
demonstrate that cells sense substratum stiffness and adjust their intracellular stiffness accordingly39,40. 
Thus, this approach provides a surrogate measure of substratum stiffness. Nevertheless, we have previ-
ously used AFM to reveal changes in arterial stiffness that correspond well to changes in the content of 
fibrillar, structured collagen8. AFM also measures small regions of tissues, but we regularly performed 
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Figure 3.  Similar effects of ECM stiffness on wild-type and MMP12-null SMCs in culture. (A) Mouse 
(n =  4) and human (n =  5) vascular SMCs were serum-starved for 48 h and then seeded on low and high 
stiffness fibronectin-coated acrylamide hydrogels with 10% FBS for 24 h. The bar graph shows mean +  SD 
with the level of MMP12 mRNA in the low stiffness hydrogels set to 1.0. (B–D) Wild-type and MMP12-null 
SMCs were serum-starved and incubated on low (L)-, medium (M), or high- (H)-stiffness hydrogels (2–4, 
10–12, and 20–25 kPa, respectively) with 10% FBS for 24 hr. (B) Intracellular stiffness was determined by 
AFM. The bar graph shows mean +  SE of 4 independent experiments with 10 cells analyzed per experiment. 
(C) Cells were co-stained with phalloidin (red) and anti-paxillin (green). Replicate coverslips were stained 
with anti-FAKPY397 (red); n =  4 independent experiments with 5 cells analyzed per experiment. (D) S-phase 
entry was determined by EdU incorporation after a 72-hr incubation in 10% FBS. The bar graph shows 
mean +  SD; n =  4. p values are from two-tailed Mann-Whitney tests.



www.nature.com/scientificreports/

7Scientific Reports | 5:17189 | DOI: 10.1038/srep17189

the AFM analysis at multiple random areas through the samples under study in an effort to obtain an 
assessment of overall tissue stiffness. Our results with tissue AFM also agree well with assessment of SMC 
stiffness using the molecular markers, phospho-FAK and phospho-p130Cas.

A

C

B

D

F

G

E
MMP12          FAKpY397 p130CaspY410

Si
gn

al
 in

te
ns

ity

H
   

   
   

   
   

   
 M

   
   

   
   

   
   

L

WT                 MMP12-null

FAKpY397

in
ju

re
d 

   
   

 u
ni

nj
ur

ed

M M

M

NI

M

NI

WT                MMP12-null
p130CaspY410

in
ju

re
d 

   
   

  u
ni

nj
ur

ed

M
M

NI
M M NI

A

C

B

D

F

G

E
MMP12          FAKpY397 p130CaspY410

Si
gn

al
 in

te
ns

ity

H
   

   
   

   
   

   
 M

   
   

   
   

   
   

L

WT                 MMP12-null

FAKpY397

in
ju

re
d 

   
   

 u
ni

nj
ur

ed

M M

M

NI

M

NI

WT                 MMP12-null

FAKpY397

in
ju

re
d 

   
   

 u
ni

nj
ur

ed

M M

M

NI

M

NI

WT                MMP12-null
p130CaspY410

in
ju

re
d 

   
   

  u
ni

nj
ur

ed

M
M

NI
M M NI

WT                MMP12-null
p130CaspY410

in
ju

re
d 

   
   

  u
ni

nj
ur

ed

M
MM

NI
M

NI
M M NIM NI

Figure 4.  MMP12 expression predicts SMC stiffness. (A,B) Cross sections of uninjured and injured 
femoral arteries of male wild-type [uninjured (n =  8) and injured (n =  10)] and MMP12-null [uninjured 
(n =  8) and injured (n =  8)] mice were immunostained for FAKpY397 and p130CaspY410 . Dashed lines show 
the internal and external elastic laminae as determined by autofluorescence. M; media. NI; neointima. Scale 
bar =  50 μ m. (C,D) Quantification of results from panels (A,B). The bar graph shows mean +  SE. (E) Single 
cross sections of human ascending aortas (n =  12) immunostained for MMP12, FAKpY397, or p130CaspY410. 
Results from three different patients with low (L), medium (M), and high (H) MMP12 staining are shown. 
(F,G) Linear regression analysis of all patients (n =  12) after immunostaining for MMP12 and either 
FAKpY397 or p130CaspY410.



www.nature.com/scientificreports/

8Scientific Reports | 5:17189 | DOI: 10.1038/srep17189

Macrophage MMP12 is intimately involved in the inflammatory component of atherosclerosis and 
chronic obstructive pulmonary disease25,41–44, but we did not detect macrophages in the stiffened sites of 
vascular injury, the aged mouse arteries, or the human archival tissues. In each case, immunostaining for 
MMP12 was associated with weak SMA staining, suggesting that MMP12 was being induced in dedif-
ferentiated SMCs, a point we confirmed by direct analysis of freshly isolated SMCs. The role of MMP12 
expressed by SMCs has not been well understood. Our data indicate that the induction of MMP12 in ded-
ifferentiated SMCs contributes to the epidemiologic relationships between arterial stiffness, age, and CVD.

Methods
In vivo and ex vivo analysis.  C57BL/6 (wild-type) and MMP12-null mice on the C57BL/6 back-
ground were obtained from Jackson Laboratories (Bar Harbor, ME). Animal work in this study was 
approved by the Institutional Animal Care and Use Committees of the Wistar Institute and University 
of Pennsylvania. The methods were carried out in accordance with the approved guidelines. Male mice 
were aged on a chow diet and, where indicated, subjected to fine-wire vascular injury as described17,45. 
Isolated femoral arteries and aortas were analyzed by AFM and stained for elastin, SMA, Ki67, MMP12, 
FAKpY397 and p130CaspY410 as described in Supplemental Methods. Sections of human ascending aortas 
were obtained through the Gift of Life Donor/Transplant program (courtesy of Ken Margulies) and 
from the University of Pennsylvania Cardiac Bioregistry (GF), a human repository of surgically resected 
tissues (IRB protocol # 809349). Patients were 62 ±  6 years of age (mean ±  SD; n =  12, 9 of which were 
female). Immediately upon harvest, aortic tissue was stored in ice-cold DMEM/Ham’s F-12 (Invitrogen), 
fixed in paraformaldehyde at 4 °C overnight, embedded in paraffin, and cut into 10-μ m cross sections.

SMC isolation and culture.  Primary mouse aortic SMCs were isolated from 8–12 weeks old male 
wild-type or MMP12-null mice. Dedifferentiated SMCs were prepared by explant culture as described 
previously46 and used between passages two to five. Differentiated mouse SMCs were prepared by 
enzymatic dissociation and short-term (5–7 days) primary cultured as described8. All cells were main-
tained in growth medium (1:1 Dulbecco’s modified Eagle’s medium (DMEM)/Ham’s F-12 supplemented 
with 2 mM L-glutamine) with 10% FBS. Near confluent monolayers were serum-starved with 1 mg/ml 
heat-inactivated fatty acid-free BSA for 48 hr before stimulation with FBS or PDGF.

Bioinformatics.  Our analysis of ECM and ECM-remodeling genes differentially expressed after vas-
cular injury is based on data we deposited as GEO dataset, GSE40637. Also see8. Log2 transformed and 
quantile normalized expression data were graphed.

Statistics.  Data were analyzed using a two-tailed Mann-Whitney test. Standard Deviation (SD) and 
Standard Error of the Mean (SE) were used to represent the accuracy of individual values and calculated 
means, respectively.

References
1.	 Steppan, J., Barodka, V., Berkowitz, D. E. & Nyhan, D. Vascular stiffness and increased pulse pressure in the aging cardiovascular 

system. Cardiol Res Pr. 2011, 263585 (2011).
2.	 Duprez, D. A. & Cohn, J. N. Arterial stiffness as a risk factor for coronary atherosclerosis. Curr. Atheroscler. Rep. 9, 139–144 (2007).
3.	 Mitchell, G. F. et al. Arterial stiffness and cardiovascular events: the Framingham Heart Study. Circulation 121, 505–511 (2010).
4.	 Sutton-Tyrrell, K. et al. Elevated aortic pulse wave velocity, a marker of arterial stiffness, predicts cardiovascular events in well-

functioning older adults. Circulation 111, 3384–3390 (2005).
5.	 Van Popele, N. M. et al. Association between arterial stiffness and atherosclerosis: the Rotterdam Study. Stroke 32, 454–460 (2001).
6.	 Lakatta, E. G. Central arterial aging and the epidemic of systolic hypertension and atherosclerosis. J. Am. Soc. Hypertens. 1, 

302–340 (2007).
7.	 Huynh, J. et al. Age-related intimal stiffening enhances endothelial permeability and leukocyte transmigration. Sci. Transl. Med. 

3, 112ra122 (2011).
8.	 Kothapalli, D. et al. Cardiovascular Protection by ApoE and ApoE-HDL Linked to Suppression of ECM Gene Expression and 

Arterial Stiffening. Cell Rep. 2, 1259–1271 (2012).
9.	 Klein, E. A. et al. Cell-cycle control by physiological matrix elasticity and in vivo tissue stiffening. Curr Biol 19, 1511–1518 (2009).

10.	 Bae, Y. H. et al. A FAK-Cas-Rac-lamellipodin signaling module transduces extracellular matrix stiffness into mechanosensitive 
cell cycling. Sci. Signal. 7, ra57 (2014).

11.	 Raffetto, J. D. & Khalil, R. A. Matrix metalloproteinases and their inhibitors in vascular remodeling and vascular disease. 
Biochem. Pharmacol. 75, 346–59 (2008).

12.	 Sandoo, A., van Zanten, J. J. C. S. V., Metsios, G. S., Carroll, D. & Kitas, G. D. The endothelium and its role in regulating vascular 
tone. Open Cardiovasc. Med. J. 4, 302–12 (2010).

13.	 Owens, G. K., Kumar, M. S. & Wamhoff, B. R. Molecular Regulation of Vascular Smooth Muscle Cell Differentiation in 
Development and Disease. Physiol. Rev. 84, 767–801 (2004).

14.	 Thyberg, J., Hedin, U., Sjolund, M., Palmberg, L. & Bottger, B. A. Regulation of differentiated properties and proliferation of 
arterial smooth muscle cells. Arteriosclerosis 10, 966–990 (1990).

15.	 Frantz, C., Stewart, K. M. & Weaver, V. M. The extracellular matrix at a glance. J. Cell Sci. 123, 4195–200 (2010).
16.	 Cox, T. R. & Erler, J. T. Remodeling and homeostasis of the extracellular matrix: implications for fibrotic diseases and cancer. 

Dis. Model. Mech. 4, 165–78 (2011).
17.	 Castagnino, P. et al. miR-221/222 Compensates for Skp2-Mediated p27 Degradation and Is a Primary Target of Cell Cycle 

Regulation by Prostacyclin and cAMP. PLoS One 8, e56140 (2013).
18.	 Chung, A. W. et al. Matrix metalloproteinase-2 and -9 exacerbate arterial stiffening and angiogenesis in diabetes and chronic 

kidney disease. Cardiovasc Res 84, 494–504 (2009).



www.nature.com/scientificreports/

9Scientific Reports | 5:17189 | DOI: 10.1038/srep17189

19.	 Werb, Z. & Gordon, S. Elastase secretion by stimulated macrophages. Characterization and regulation. J. Exp. Med. 142, 361–377 (1975).
20.	 Banda, M. J. & Werb, Z. Mouse macrophage elastase. Purification and characterization as a metalloproteinase. Biochem J 193, 

589–605 (1981).
21.	 Wagenseil, J. E. & Mecham, R. P. Vascular extracellular matrix and arterial mechanics. Physiol Rev 89, 957–989 (2009).
22.	 Fonck, E. et al. Effect of elastin degradation on carotid wall mechanics as assessed by a constituent-based biomechanical model. 

Am J Physiol Hear. Circ Physiol 292, H2754–63 (2007).
23.	 Liu, F. et al. Feedback amplification of fibrosis through matrix stiffening and COX-2 suppression. J Cell Biol 190, 693–706 (2010).
24.	 Bruel, A., Ortoft, G. & Oxlund, H. Inhibition of cross-links in collagen is associated with reduced stiffness of the aorta in young 

rats. Atherosclerosis 140, 135–145 (1998).
25.	 Matsumoto, S. et al. Expression and localization of matrix metalloproteinase-12 in the aorta of cholesterol-fed rabbits: relationship 

to lesion development. Am J Pathol 153, 109–119 (1998).
26.	 Roque, M. et al. Mouse model of femoral artery denudation injury associated with the rapid accumulation of adhesion molecules 

on the luminal surface and recruitment of neutrophils. Arter. Thromb Vasc Biol 20, 335–342 (2000).
27.	 Sata, M. et al. A mouse model of vascular injury that induces rapid onset of medial cell apoptosis followed by reproducible 

neointimal hyperplasia. J Mol Cell Cardiol 32, 2097–2104 (2000).
28.	 Harris, L. K. et al. Trophoblast- and vascular smooth muscle cell-derived MMP-12 mediates elastolysis during uterine spiral 

artery remodeling. Am J Pathol 177, 2103–2115 (2010).
29.	 Wu, L. et al. Matrix metalloproteinase-12 gene expression in human vascular smooth muscle cells. Genes Cells 8, 225–234 (2003).
30.	 Greenwald, S. Ageing of the conduit arteries. J. Pathol. 211, 157–172 (2007).
31.	 Paszek, M. J. et al. Tensional homeostasis and the malignant phenotype. Cancer Cell 8, 241–254 (2005).
32.	 Sawada, Y. et al. Force sensing by mechanical extension of the Src family kinase substrate p130Cas. Cell 127, 1015–1026 (2006).
33.	 Gronski, T. J. Jr. et al. Hydrolysis of a broad spectrum of extracellular matrix proteins by human macrophage elastase. J Biol Chem 

272, 12189–12194 (1997).
34.	 Marchant, D. J. et al. A new transcriptional role for matrix metalloproteinase-12 in antiviral immunity. Nat Med 20, 493–502 (2014).
35.	 Li, D. Y. et al. Elastin is an essential determinant of arterial morphogenesis. Nature 393, 276–280 (1998).
36.	 Davidson, J. Connective Tissue Disease: molecular pathology of the extracellular matrix. (Marcel Dekker, Inc., 1987).
37.	 Wells, J. M., Gaggar, A. & Blalock, J. E. MMP generated matrikines. Matrix Biol. 44–46, 122–129 (2015).
38.	 Wagenseil, J. E. et al. Reduced vessel elasticity alters cardiovascular structure and function in newborn mice. Circ Res 104, 

1217–1224 (2009).
39.	 Solon, J., Levental, I., Sengupta, K., Georges, P. C. & Janmey, P. A. Fibroblast adaptation and stiffness matching to soft elastic 

substrates. Biophys J 93, 4453–4461 (2007).
40.	 Yeung, T. et al. Effects of substrate stiffness on cell morphology, cytoskeletal structure, and adhesion. Cell Motil Cytoskelet. 60, 

24–34 (2005).
41.	 Liang, J. et al. Macrophage metalloelastase accelerates the progression of atherosclerosis in transgenic rabbits. Circulation 113, 

1993–2001 (2006).
42.	 Yamada, S. et al. Matrix metalloproteinase 12 accelerates the initiation of atherosclerosis and stimulates the progression of fatty 

streaks to fibrous plaques in transgenic rabbits. Am J Pathol 172, 1419–1429 (2008).
43.	 Churg, A., Zhou, S. & Wright, J. L. Matrix metalloproteinases in COPD. Eur. Respir. J. 39, 197–209 (2011).
44.	 Hautamaki, R. D. Requirement for Macrophage Elastase for Cigarette Smoke-Induced Emphysema in Mice. Science. 277, 

2002–2004 (1997).
45.	 Kothapalli, D. et al. Hyaluronan and CD44 antagonize mitogen-dependent cyclin D1 expression in mesenchymal cells. J Cell Biol 

176, 535–544 (2007).
46.	 Cuff, C. A. et al. The adhesion receptor CD44 promotes atherosclerosis by mediating inflammatory cell recruitment and vascular 

cell activation. J Clin Invest 108, 1031–1040 (2001).

Acknowledgements
The bioinformatic analysis was performed with assistance from the Molecular Profiling Facility at the 
University of Pennsylvania. SHG imaging was performed in the PennVet Imaging Core Facility on 
instrumentation supported by NIH S10RR027128, the School of Veterinary Medicine, the University of 
Pennsylvania, and the Commonwealth of Pennsylvania. We thank Nancy Sehgel for critical reading of 
the manuscript. This work was supported by NIH grants HL62250 and AG047373. YHB was supported 
by post-doctoral fellowship from the American Heart Association. GF was supported by the “Harrison 
Memorial Fund” of the University of Pennsylvania, and by the “Marjorie G Bunnell Charitable Fund” of 
The Valley Hospital Foundation.

Author Contributions
S.L. and R.A. designed research and prepared of the manuscript. S.L., Y.B., C.Y., J.M., E.H. and P.C. 
performed the experiments. C.Y., E.B. and G.F. provided human tissue. E.B., G.F., S.D. and E.P. edited 
and approved the final manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Liu, S.-L. et al. Matrix metalloproteinase-12 is an essential mediator of acute 
and chronic arterial stiffening. Sci. Rep. 5, 17189; doi: 10.1038/srep17189 (2015).

This work is licensed under a Creative Commons Attribution 4.0 International License. The 
images or other third party material in this article are included in the article’s Creative Com-

mons license, unless indicated otherwise in the credit line; if the material is not included under the 
Creative Commons license, users will need to obtain permission from the license holder to reproduce 
the material. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Matrix metalloproteinase-12 is an essential mediator of acute and chronic arterial stiffening

	Results

	Smooth muscle MMP12 and acute arterial stiffening in the response to vascular injury. 
	Smooth muscle MMP12 and chronic arterial stiffening with age. 
	Mechanosensitivity of wild-type and MMP12-null smooth muscle cells. 
	MMP12 is causal for SMC stiffening in mice and predicts SMC stiffness in humans. 

	Discussion

	Methods

	In vivo and ex vivo analysis. 
	SMC isolation and culture. 
	Bioinformatics. 
	Statistics. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ Preferential induction of MMP12 is causal for arterial stiffening after vascular injury.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ MMP12 mediates age-dependent arterial stiffening.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Similar effects of ECM stiffness on wild-type and MMP12-null SMCs in culture.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ MMP12 expression predicts SMC stiffness.



 
    
       
          application/pdf
          
             
                Matrix metalloproteinase-12 is an essential mediator of acute and chronic arterial stiffening
            
         
          
             
                srep ,  (2015). doi:10.1038/srep17189
            
         
          
             
                Shu-Lin Liu
                Yong Ho Bae
                Christopher Yu
                James Monslow
                Elizabeth A. Hawthorne
                Paola Castagnino
                Emanuela Branchetti
                Giovanni Ferrari
                Scott M. Damrauer
                Ellen Puré
                Richard K. Assoian
            
         
          doi:10.1038/srep17189
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep17189
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep17189
            
         
      
       
          
          
          
             
                doi:10.1038/srep17189
            
         
          
             
                srep ,  (2015). doi:10.1038/srep17189
            
         
          
          
      
       
       
          True
      
   




